MB06848 remobilization lines. a, Scheme with key sets of primers used, as well as the insertion site. In this scheme, the Lgr3 locus transcribes from left to right. Coding exons are numbered. Colored arrows are shown the approximate location of the primers used. The blue set of primers was used to identify the deletion breakpoints. b, Electrophoretic pattern of PCR amplification products of the precise and imprecise excision Lgr3 +/+ and Lgr3 ag1 , respectively, which shows that the deletion occurred downstream (to the right) of the insertion site. c, Electrophoretic band of PCR amplification product of Lgr3 ag1 , from which we later obtained the gDNA sequence and identified a deletion of approximately 3.8 kb. , with the set of primers Lgr3_around (set of primers in blue in Supplementary Fig. 1 ). The Lgr3 ag1 mutant gave a smear and a major product at around 200 bp, consistent with a non-spliced transcript reading at least partially directly through the deletion breakpoint (which was confirmed by Sanger sequencing, see below). b, RT negative control, showing no amplification products, ensuring that any gDNA contamination, if present, was below detection levels. JF03217 and V22 GL01056 ) were expressed under the control of the ubiquitous Gal4 driver, arm>. mRNA was isolated from adult males. Values represent the geometric mean +/-standard errors of the mean (n=3 biological repeats) of Lgr3 mRNA levels relative to rp49 levels (rp49 = 100). Lgr3 transcript levels are between 3-4 orders of magnitude less abundant than rp49. While both RNAi lines reduce the steady state Lgr3 mRNA levels relative to the control line, only the V22 RNAi leads to a statistically significant result (unpaired one-tail Student's t-test; t = 1.19, df = 4 for arm> x arm>Lgr3-IR-V10; and t = 2.31, df = 4 for arm> x arm>Lgr3-IR-V22). 
sfGFP::Lgr3 insertion with a PTC+ indel [ag7] (middle panel) or in animals expressing RNAi against Lgr3 (right panel). d, Sum of confocal z-stack slices of the CNS of an animal expressing sfGFP::Lgr3 (stained with anti-GFP, green) and an HA-tagged PTTH, detected with an antibody against HA (magenta). PTTH is expressed in two bilateral neurons (arrows) in the brain, which do not show detectable sfGFP::Lgr3 expression. PIL neurons are depicted by arrowheads. f, esophageal foramen. Scale bars = 50 µm. The neurons expressing highest levels of Lgr3 (PIL, MIL and distal pair of VNC neurons, arrows in upper, middle and lower panels, respectively, in a and b) are labeled with sfGFP::Lgr3 (anti-GFP, green) and VGlut> and Gad1> neurons were visualized with a UASmyr::tdTomato reporter (magenta). Neither VGlut> or Gad> expression were detected in MIL neurons. However in PIL and the Distal VNC neurons, some faint expression could not be ruled out. Notice that the red channels (magenta) were overexposed in some panels to verify fainter expression. Scale bars = 20 µm.
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Supplementary Figure 8 Supplementary Figure 8:
Lgr3 is required in neurons to convey the Dilp8-dependent developmental delay. a, Neuronal expression of dilp8 using two different transgenes (dilp8b or dilp8c) causes a delay that is suppressed by neuronal RNAi against Lgr3. b, The rescue of the developmental delay caused by ectopic expression of Dilp8 using arm>dilp8a in the presence of RNAi against Lgr3 can be partially impeded by inhibiting Gal4 in neurons using elav-Gal80 transgene. a,b, Boxplots (see Methods) showing pupariation time of (N) larvae obtained from 6 and 3 egg layings for panels a and b, respectively. Whiskers are 5 and 95% percentiles. Dots, outliers. p < 0.0001, Kruskal Wallis test for all panels. Genotypes sharing the same letter (blue) are not statistically different at alpha = 0.01 and 0.05 for a and b, respectively, Conover post-hoc-test. Degrees of freedom, H and C values for the Kruskal Wallis tests are df = 6, H = 237.4, C = 0.82; df = 3, H = 40.89, C = 0.99, for panels a and b, respectively. 
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